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(57) Abstract 

An oligonucleotide having a nucleic acid sequence derived from SEQ ID NO:l and at least one site capable of amplifying a nucleic 
acid sequence characteristic of Vibrio parahaemolyticus ; the above oligonucleotide having a nucleic acid sequence unavailable from SEQ ID 
NO: 3; the above oligonucleotide incapable of amplifying nucleic acid sequences originating in Vibrio alginolyticus and Vibrio barvei ; the 
above oligonucleotide represented by the sequence of CGG CGT GGG TGT TTC GGT AGT or TCC GCT TCG CGC TCA TCA ATA; and a 
method of detecting Vibrio parahaemolyticus by preparing a primer set comprising two of the above oligonucleotides, selectively 
amplifying therewith a DNA gyrase subunit B gene sequence contained in a specimen as a target, and determining whether or not there is a 
gyrB unit specific for Vibrio parahaemolyticus in the specimen. This method has made it possible to provide a primer which specifically 
reacts with a gyrB gene of Vibrio parahaemolyticus to thereby differentiate and identify the same among other vibrios and strains other 
than the genus Vibrio . The primer specific for Vibrio parahaemolyticus serves to detect 285-bp gyrB gene fragments specific for this 
vibrio by the PCR method without the necessity for DNA extraction or like operations from bacterial cells. 
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Microbes 


Strain 
number 


PCR results 
1 .2-kb 


of gyrB 
285bp 




Vibrio aes t uar i ami s 


ATCC35048 


+ 


- 


2 


Vibrio a I ben s i s 


ATCC14547 


+ 




3 


V i br 10 al gi no I yt i cus 


ATCC 17749 


4- 


- 


4 


Vibrio campbe I I i 


ATCC25920 


•f 




5 


Vibrio car char i ae 


ATCC350B4 


+ 


- 


6 


Vibrio c ho I era c 01 


P1418 




- 


7 


Vibrio cholerae non 01 


KR 


+ 


- 


8 


Vibrio cincinnaiiensis 


ATCC35912 


+ 


- 


9 


Vibrio cos I i cola 


ATCC33508 


+ 


- 


10 


Vibrio diazot rophi cus 


ATCC33466 


♦ 


- 


1 1 


Vibrio fischeri 


ATCC7744 


+ 


- 


12 


Vibrio fluvial is 


JCM3752 


+ 


- 


13 


Vibrio furni ss i i 


ATCC35016 


+ 


- 


14 


V i brio gazoge nc s 


ATCC29988 


-f 


- 


15 


Vibrio harveyi 


ATCC 14 126 


+ 
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16 


Vibrio hoi I i sae 


CDC75-80 


+• 


- 


17 


Vibrio I oge i 


ATCC29985 


4- 


- 


18 


Vibrio mar in us 


ATCC 1538 1 


+ 


- 


19 


Vibrio medi lerranei 


ATCC43341 
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20 


Vibrio me I s c hn i kov i i 


ATCC7708 


+ 




21 


Vibrio mi mi c us 


CNS9582 


+ 
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22 


Vibrio my tilt 


NCIMB13275 


+ 
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23 


Vibrio nal r i egens 


ATCC 14048 


4- 
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24 


Vibrio navar r ens i s 


NCIMB13120 


4- 




25 


Vibrio nereis 


ATCC25917 


+ 




26 


V i br i o ni gr i pu I chr i t udo 


ATCC27043 


+ 




27 


Vibrio or da I i i 


ATCC33509 


+ 




26 


Vibrio oriental is 


ATCC33934 


+ 




29 


Vibrio par aha e mo I y t i cut 


■ ATCC 17802 


+ 
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30 


Vibrio pr o t e o I y I i cus 


ATCC 15338 


+ 




31 


Vibrio salmon i c i da 


ATCC43839 


4- 




32 


Vibrio splendidus 


ATCC33125 






33 


Vibrio lubiashi i 


ATCC19109 


+ 




34 


Vibrio vulnificus 


ATCC 2046 


4- 




35 


Li s tone I la a ngu i I I a r u m 


ATCC 19264 


-+- 




36 


Li s t one I I a pel ag i a 


ATCC25916 


+ 




37 


Pho I abac I c r i urn damse I a 


ATCC33539 







< Strain number > 

ATCC : American Type Culture Collection 
JCM : Japan Collections of Microrganisms 

NCI MB : National Collections of Industrial and Marine Bacteria 
CDC : Centre for Disease Control 
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A I l c r omonas at I an t i ca 


ATCC 19262 
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Alleromonas car ro ge e n ov ar a 


ATCC43555 


+ 
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A I teromonas citrca 


ATCC297 19 


+ 
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Alter onto nas espe j i ana 


ATCC29659 


•f 
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Al teromonas halopianktis 


ATCC 14393 


+ 




6 


Ait eromonas luteoviolaceae 


ATCC33492 


+ 
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Alleromonas mac I cod it 


ATCC27126 


+ 
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Alleromonas tetraodonis 


NCIMB13177 


+ 
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Alleromonas undina 


ATCC29660 






10 


Mar i nomonas commun i s 


ATCC271 18 






1 1 


Marinomonas vaga 


ATCC271 19 






12 


Aeromonas hydrophila 


ATCC 19570 






13 


Eshe r i c h i a co I i 


ATCC25922 


+ 




14 


Salmonella typhimurium 


ATCC 1331 1 






15 


She wane I I a put refac i ens 


ATCC807 1 






16 


Shigella dysenteriae 


ATCC 133 I 3 


+■ 




17 


Shigella sonne i i 


ATCC29930 






18 


Staphylococcus aureus 


ATCC 12600 







25 -y > ■lZ&.%1titi-f n -7i)<m&&tlXi*2> (Nishibuchi et al. . FEUS 
Microbiol. Lett. 55:251-256. 1990). Z. ft £ <7)i$-JftW5!&lft 7' a - 7 
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S . no . 


Name 


Strain no. *| W*>JI|I&& 


PGR ; 


; 


V.parahacmolytic u s 


33-7 




4- 


2 


V . par a hue mo I y l icus 


33-8 




+ 


3 


V . parahaemoi yt i cus 


33-10 


+ 


4 


<♦ 


V . parahaemo I y t icus 


V83 


+ 


4 


5 


V . parahaemoi yt icus 


vttr t vy ) 


+ 


f 


6 


V.parahaemolyi icus 


WP-1 


+ 


4 


7 


V.parahaemolyi icus 


39- 1 1 




+ 


8 


V . parahaemoi yt i cus 


46- 1 1 




+ 


9 


V , parahaemoi yt icus 


AO330 1 




+ 


10 


V . par a ha e mo I y t icus 


AQ33 14 




+ 


1 1 


V , pa rahaemo I yt icus 


A0332 1 




4 


12 


V . par a ha e mo I y t icus 


AQ3326 
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13 


V . parahaemoi yt i cus 


AQ3331 
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14 


V . parahaemo l yt i cus 


• AQ3343 
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15 


V . parahaemoi yt i cus 


A03345 
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16 


V.parahaemolyi icus 


AQ3346 
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17 


V . parahaemoi yt icus 






4 


18 


V . parahaemo i yt icus 
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19 


V . parahaemo I y t i cus 


AH** A97 




+ 


20 


V . parahaemoi yt i cus 
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21 


V , parahaemoi yt i cus 
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22 


V . parahaemo I yticus 
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23 


V . par aha e mo I yt icus 


DDi 4 




4 


24 


V . parahaemoi yt icus 






4 


25 


V . pa rahaemo I yt icus 
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26 


V.parahaemolyi icus 


MT tfl 17 
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GAAGTCATCA TGACCGTTCT GCATGCCGGT GGTAAATTCG ATGATAACTC GTACAAAGTA 60 

TCAGGCGGTC TTCACGGCGT GGGTGTTTCG GTAGTAAACG CACTGTCAGA AAAAGTGGTA 120 

CTAACCATCC ATCGTGGCGG TCATATCCAC ACGCAAACTT ACCGTCATGG TGAGCCTGAA 180 

ACGCCTCTAG CGGTTGTGGG TGATGCGGAT AAAACTGGTA CACAAATTCG TTTCTGGCCA 240 

15 AGTGCAGAAA CTTTCTCTAA CACTGAATTC CATTACGACA TCCTAGCAAA ACGTCTGCGT 300 

GAGCTATCGT TCTTGAACTC AGGCGTTTCT ATCAAGCTTA TTGATGAGCG CGAAGCGGAC 360 

AAGCAAGATC ACTTCATGTA TGAAGGTGGT ATTCAAGCGT TCGTTCAGCA CTTAAACACC 420 

AACAAAACAC CAATCATCGA GAAAATCTTC CACTTCGACT TAGAACGTGA AGACGGCATT 480 

TCGGTAGAAG TGGCAATGCA GTGGAACGAT GGTTTCCAAG AGAACATCTT CTGTTTCACC 540 

20 AACAACATTC CACAGCGCGA TGGTGGTACT CACCTTGCTG GTTTCCGTGC GGCAATAACA 600 

CGTACGCTAA ACAGCTTTAT GGATAAAGAA GGCTTCTCGA AGAAAGCGAA AACGGCAACG 660 

TCAGGCGACG ATGCGCGTGA AGGTTTGACT GCCGTTGTTT CAGTAAAAGT GCCTGATCCA 720 

AAATTCTCGA GCCAAACAAA AGACAAACTG GTTTCTTCTG AAGTGAAATC AGCGGTTGAA 780 

TCGGCGATGG GTGAGAAGCT ATCTGAGTTC TTGGTCGAAA ACCCAAGTGA AGCGAAAATG 840 

25 GTTTGTTCGA AAATCATCGA TGCAGCACGT GCACGTGAAG CCGCACGTAA AGCGCGTGAA 900 

ATGACTCGTC GTAAAGGCGC GCTAGACCTA GCAGGCCTAC CAGGCAAACT TGCAGACTGT 960 
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TCAGCTAAGC AGGGTCGTAA TCGTAAGAAT CAGGCAATCC TACCACTGAA AGGTAAGATC 1080 

CTGAACGTAG AAAAAGCACG TTTCGACAAG ATGTTGTCTT CGCAAGAAGT TGCAACGCTT 1140 

ATTACAGCAC TTGGCTGTGG TATCGGTCGT GACGAGCACA ACCCGGACAA ACTGCGTTAC 1200 

5 CACAACATCA TCATCATGAC CGACGCAGAC GTAGAGGCTC GCACATCCGT ACCCTGCT 1258 
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GAAGTCATCA TGACCGTTCT GCATGCAGGT 
TCGGGTGGTC TCCACGGGGT ACGTGTCTCA 
CTAACGATTC ATCGTGGTGG CCATATCCAT 
ACGCCACTAG CCGTTGTGGG TGATACGGAT 

10 AGTGCCGAGA CGTTCTCTAA CACTGAGTTC 
GAACTGTCAT TCCTGAACTC TGGTGTGTCG 
AAACATGATC ACTTCATGTA TGAAGGTGGT 
AACAAAACGC CAATCATCGA GAGGGTCTTC 
TCAGTTGAAG TGGCGATGCA ATGGAACGAT 

15 AACAATATCC CACAGCGTGA TGGTGGTACT 
CGTACATTGA ACAGCTTTAT GGATAAAGAA 
TCAGGCGACG ATGCGCGTGA AGGTCTAACT 
AAGTTCTCAA GCCAAACAAA AGACAAACTG 
TCTGCAATGG GTGAAAAACT GTCTGAGTTC 

20 GTTTGTTCGA AAATCATCAA TGCAGCACGT 
ATGACGCGCC GTAAAGGTGC ACTAGACCTA 
CAGGAAAAAG ATCCGGCACT CTTTGAACTA 
TCCGCAAAAC AAGGCCGTAA CCGTAAGAAC 
CTTAACGTAG AAAAAGCACG TTTCGACAAG 

25 ATCACCGCAT TAGGTTGTGG TATCGGTCGT 
CACAACATAA TCATCATGAC CGACGCAGAC 



GGTAAATTCG ACGATAACAC AAACAAATTA 60 
GTAATAAACG CACTATCAGA GAAAGTTGAG 120 
ACGCAAACCT ACCGCCATGG TGAGCCTGCA 180 
AAAACCGGTA CACAAATTCG TTTCTGGCCA 240 
CACTATGACA TTCTGGCGAA ACGCCTGCGT 300 
ATCAAATTGG TTGATGAACG TGAAGCGGAC 360 
ATTCAAGCGT TCGTTGATCA CCTAAACACC 420 
CACTTTAACT CTGAGCGTGA AGACGGCATT 480 
GGTTTCCAAG AGAACATCTT CTGCTTTACC 540 
CACCTTGCTG GTTTCCGTGC TGCGCTAACA 600 
GGTTTCTCGA AGAAAGCGAA AACAGCGACT 660 
GCGGTTGTTT CGGTGAAAGT GCCTGATCCT 720 
GTTTCTTCTG AAGTGAAATC AGCTGTTGAG 780 
TTGATTGAGA ACCCGACAGA AGCGAAGATG 840 
GCATCTGAAG CAGCGCCTAA AGCTCGTGAA 900 
GCAGGCCTTC CAGGTAAAGT TGCAGACTGT 960 
TACATAGTGG AGGGTGAATC GGCAGGCGGT 1020 
CAAGCGATCA CACCGCTAAA AGGTAAGATT 1080 
ATGCTATCTT CTCTAGAAGT AGTAACACTG 1140 
GACGAGGACA ACCCGGACAA GCCTCGGGAC 1200 
GTAGAGGCTC GCACATCCGT ACCCTGCT 1258 
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10 KHDHFMYEGG IQAFVDHLNT NKTPIIEEVF HFNSE8EDGI SVEVAMQWND GFQENIFCFT 180 

NNIPQRDGGT HLAGFEAALT RTLNSFMDKE GFSKKAKTAT SGDDAREGLT AVVSVKVPDP 240 

KFSSQTKDKL VSSEVKSAVE SAMGEKLSEF LIENPTEAKM VCSKIINAAE ASEAAPKARE 300 

MTRRKGALDL AGLPGKYADC QEKDPALFEL YIVEGESAGG SAKQGRNRKN QAITPLKGKI 360 

LNVEKARFDK MLSSLEVVTL ITALGCGIGR DEDNPDKPRD HNIIIMTMD YEARTSVPC 419 
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